MicroRNAs (miRNAs) play pivotal roles in growth, development, and stress responses. However, the regulatory function of miRNAs in early weaned goats remains unclear. Deep sequencing comparison of mRNA and miRNA expression profiles showed that 18 miRNAs and 373 genes were differentially expressed in pre-and post-weaning Chongming white goats. Bioinformatics analysis indicated that these differentially expressed genes are involved in cellular processes, developmental processes, and growth in terms of biological process analysis. KEGG analysis showed that downregulated genes were enriched in salivary secretion, bile secretion, vascular smooth muscle contraction, and calcium signaling pathways. Additionally, a miRNA-mRNA co-expression network of the 18 dysregulated miRNAs and their 107 target mRNAs was constructed using a combination of Pearson's correlation analysis and prediction by miRanda software. Among the downregulated miRNAs, two (chi-miR-206 and chi-miR-133a/b) were muscle development-related and the others were cell proliferation associated. Further RT-qPCR analysis confirmed that downregulated miRNAs (chi-miR-99b-3p, chi-miR-224, and chi-miR-10b-5p) were highly expressed in muscle tissues (heart, spleen, or kidney) of the rapid growth period (7-month old) in Chongming white goats. The results of the present study suggested that weaning induced cell proliferation repression in post-weaning goats, providing new insight into the mechanism of muscle development of goats, although additional details remain to be elucidated in the future.
Introduction
In China, under the background of continuous optimization of meat production for consumers, the requirements for the quality of goat meat are increasing, especially regarding the demand for goat meat with high protein and low cholesterol. Goat meat is increasingly favored by consumers because of its lower cholesterol content compared with that of sheep meat. Chongming white goats, which belong to the Yangtze River Delta white goat family, are an PLOS ONE | https://doi.org/10.1371/journal.pone.0220907 August 8, 2019 1 / 16 a1111111111 a1111111111 a1111111111 a1111111111 a1111111111
Methods and materials

Ethics statement
This study was carried out in accordance with the recommendations of Guidelines for Experimental Animals established by the Shanghai Academy of Agricultural Sciences (Shanghai, China). The protocol was approved by the Shanghai Academy of Agricultural Sciences Animal Ethics Committee.
Experimental animals and sample collection
The goats used in this experiment were raised in Chongming white goat farm of Shanghai academy of agricultural sciences, Chongming district, Shanghai. Twelve single reared male lambs of the Chongming white goat breed with an average body weight of 9.53 ± 0.39 kg were chose for the study. The lambs were separated from the ewes and weaned at 45 days of age. Each lamb were collected 3 mL venous jugular blood at 1 day before weaning (at 44 day of age) and 3 days after weaning (48 day of age), respectively. All samples were immediately snap-frozen in liquid nitrogen and stored at -80˚C for further RNA extraction.
Analysis of serum biological indices between weaned and control goats
Serum samples were isolated by centrifugation at 3,500 g for 15 min at 4˚C (5415R, Eppendorf, Germany). The antioxidant indices, including superoxide dismutase (SOD) and reduced glutathione (GSH) were analyzed according to the protocol provided by the manufacturer (Nanjing Jiancheng Bioengineering Institute, Nanjing, China). Triglyceride (TG), albumin (ALB), and cholesterol (T-CHO) concentrations were determined on the automatic biochemical analyzer (AU5800, Beckman, MN, USA).
RNA isolation and sequencing
Total RNA from whole blood (0.5 mL) was extracted using the TRIzol reagent (Life Technologies, Carlsbad, CA, USA) as suggested by the manufacturer. The extracted RNA was quantified on Nanodrop 2000 spectrophotometer (Thermo Scientific, Willmington, DE, USA), and equal amounts of RNA from four goats were further pooled for small RNA and mRNA library generation. Each library contained miRNAs or mRNAs pooled from four goats, therefore three preand three post-weaning small RNA libraries were constructed, three pre-and three post-weaning mRNA libraries were constructed similarly. Next generation sequencing was performed on an Illumina Hiseq 4000 machine at Shanghai Majorbio Bio-pharm Technology Co., Ltd (Shanghai, China). Small RNA libraries (six) were created by using the TruSeq Small RNA Library Prep kit (Illumina, San Diego, CA, USA) according to the manufacturer's instruction. In brief, 1 μg pooled total RNA was first ligated with 3 0 and 5 0 adapters. Reverse transcription was then performed to generate cDNA using random primers provided by the manufacturer. The amplified cDNA was purified on 6% Novex TBE PAGE gels and evaluated by Picogreen assay (Life Technologies, Carlsbad, CA, USA). Sequencing reads and miRNA identification were performed as described previously [18] . Conserved known miRNAs were identified through mapping to the precursor miRNAs obtained from miRBase v.21. The miRDeep2 algorithm was used to identify novel miRNA candidates. Differentially expressed miRNAs were computed using the unpaired t-test with a cut off |log2FC| > = 1 and P-value <0.05.
For mRNA sequencing, the Truseq RNA sample prep Kit (Illumina, San Diego, CA, USA) was used for mRNA library creation according to the instructions. Briefly, mRNAs purified from total RNA were randomly broken into 300 bp small fragments. First and second strand cDNA synthesis was performed using random hexamers (Illumina, San Diego, CA, USA) according to the manufacturer's instructions. The bead-bound cDNA was digested by endonuclease NlaIII, and the 3'cDNA bound fragments were precipitated and added with the Illumina adaptor 1 and 2, and the products were prepared for sequencing. Normalized gene expression levels were calculated by using RSEM (http://deweylab.github.io/RSEM/). Then, the DESeq2 program was used for the differentially expressed genes (DEGs) between the two groups, with the threshold of significance set at P < 0.05 & |log2FC| > = 1. GO and pathway analysis of the DEGs were perform based on GO (Gene Ontology, http://www.geneontology.org/) and KEGG (Kyoto encyclopedia of genes and genomes pathways, http://www.genome.jp/kegg/).
Integrative analysis of miRNA and mRNA data
The goat genome (Capra hircus ARS1) was used to identify the known and novel miRNAs. First, miRNA target prediction was performed by using the prediction algorithm miRanda. The predicted targets and the DEGs were compared to obtain genuine miRNA targets, and the overlapped genes were identified. Finally, Pearson's correlation analysis was performed to identify negatively correlated miRNA-mRNA pairs using the sequencing data from the same lambs. Significant interactions were identified by negative correlation coefficients >0. 7 and P values of < 0.05. The interaction network between the differentially expressed miRNA and targets related to the DEGs were visualized by Cytoscape [19] . The datasets for this study can be found in the NCBI SRA database with Bioproject accession numbers PRJNA507343 and PRJNA507087.
Validation of miRNA and mRNA profiles by qRT-PCR
For mRNA and mature miRNA quantification, first-strand cDNA was synthesized using HiScript II Q RT SuperMix for qPCR (Qiagen, Germany) and the miScript II Reverse Transcription Kit (Qiagen, Germany), respectively, as suggested by the manufacturer. A QuantiFast SYBR Green PCR Kit (Qiagen, Germany) was used for qRT-PCR analysis with the following conditions: 5 min at 95˚C followed by 40 cycles of 10s at 95˚C, and 30s at 60˚C. Goat GAPDH and U6 RNA were used as internal standards for mRNA and miRNA detection, respectively. All reactions were run in triplicate and calculated by the 2 −ΔCt method [20] . Primers were shown in S1 Table. Expression analysis of selected miRNAs in different tissues of goats Generally, Chongming white goats grow fast from 4 to 8 months and slowly after 18 months of age. Hence, at 7 and 24 months of age respectively, three healthy male goats were selected and humanely euthanized with CO 2 inhalation for tissue sample collection. Other goats were humanely raised together. Total RNA from the heart, liver, spleen, kidney, and skeletal muscle (pectoral muscles) tissues was extracted by using TRIzol Reagent (Life Technologies, Carlsbad, CA, USA) according to the total RNA extraction protocol. The extracted RNA was quantified on Nanodrop 2000 spectrophotometer (Thermo Scientific, Willmington, DE, USA). The expression data of selected miRNAs were obtained by the same method described above for miRNA qRT-PCR analysis. Differences were considered statistically significant at P < 0.05.
Results
Weaning induced dysregulation of miRNAs and mRNAs
To evaluate the effect of weaning stress on miRNA and mRNA expression in Chongming white goats, miRNA and mRNA profiles were investigated in pre-(Control) and post-weaning Chi-miR-206, chi-miR-99b-3p, chi-miR-224, chi-miR-143, and chi-miR-133a/b were the top five significantly downregulated miRNAs. Chi-miR-206 and chi-miR-133a/b are involved in the regulation of muscle development [21, 22] . Compared with suckling goats, 373 genes (142 upregulated, 231 downregulated) were identified in early weaned goats, as shown in S2 and S3 Tables. In addition, comparisons between the pre-and post-weaning goats revealed 25 altered novel miRNAs, with 17 miRNA levels decreasing and 8 increasing (S4 Table) .
GO classification and KEGG pathways of DEGs
To gain insight into the biological roles of the DEGs, the DEGs were further investigated for GO classification and KEGG enrichment analysis. As shown in Fig 1, in terms of biological processes, genes mainly involved in biological adhesion, biological phase, and cell killing were downregulated in goats after weaning. In terms of molecular function, downregulated genes were mainly involved in transporter activity, antioxidant activity, and enzyme regulator activity. This result was consistent with the downregulation of the measured serum antioxidant index (S5 Table) . The upregulated genes were involved in channel regulator activity and electron carrier activity. In addition, both the up-and downregulated genes function in cellular process, developmental process, and growth in the biological process analysis (Fig 1) . For KEGG analysis, downregulated genes were mainly enriched in salivary secretion, bile secretion, vascular smooth muscle contraction, and calcium signaling pathway among others ( Table 2) . Among them, salivary secretion and bile secretion pathways belong to the digestive system pathways, and the downregulation of this pathway indicated that the digestive system of the lamb was impaired after weaning. Vascular smooth muscle contraction and calcium signaling pathways are involved in bone formation and muscle development. The downregulation of gene expression in these two pathways indicated that the hindered growth of lambs after weaning may be associated with the dysfunction of these two pathways.
Integrative analysis of miRNA and mRNA expression data
The potential targets of the 18 miRNAs were predicted using miRanda. A total of 107 genes, belonging to the DEGs and predicted as miRNA targets were identified and listed in Table 3 .
Several genes such as ankyrin repeat and SOCS box protein 14 (ASB14) were downregulated in weaned goats, and this gene is a putative target of miR-380-3p. The miRNA gga-miR-206 was repressed in weaned goats ( Table 3) . The regulatory network of miRNA-target genes was constructed with the miRNA-target gene pairs by Cytoscape software and the results are shown in Fig 2. In this network, chi-miR-206, chi-miR-22-5p, and chi-miR-10b-5p, which regulate 7, 9, and 4 targets, respectively, showed the highest connectivity, whereas ASB14 and Schlafen 11 (SLFN11) with the highest connectivity were negatively regulated by chi-miR-133a-3p and chi-miR-133b.
Confirmation of miRNA and mRNA sequencing data
Eight upregulated miRNAs (chi-miR-206, chi-miR-143-5p, chi-miR-133a-3p, chi-miR-133b, chi-miR-199a-5p, chi-miR-99b-3p, chi-miR-224-3p, and chi-miR-10b-5p) and four altered genes (ASB14, transmembrane serine protease 2 (TMPRSS2), matrix metalloprotease 2 (MMP2), and SLFN11) in weaned lambs were chosen to validate the sequencing results using RT-qPCR. As shown in Fig 3A and 3B , the miRNA and mRNA expressions were similar to those observed using Illumina sequencing analysis. Of the validated DEGs and miRNAs, the mRNA levels of ASB14 (putative target of chi-miR-133a-3p and chi-miR-133b), TMPRSS2, MMP2, and SLFN11 (putative targets of chi-miR-143-5p) were significantly increased (P < 0.05), whereas the eight selected miRNAs were significantly decreased (P < 0.05) in weaned lambs.
Expression analysis of selected miRNAs in different tissues of goats
In addition to muscle development related miRNAs (chi-miR-206 and chi-miR-133a/b), chimiR-143-5p, chi-miR-199a-5p, chi-miR-99b-3p, chi-miR-224-3p, and chi-miR-10b-5p, which are involved in cell proliferation [23] [24] [25] [26] [27] , were downregulated in weaned lambs. The expression profile of these five miRNAs was detected in 7-month old (when the goats are growing rapidly) and 24-month old (when the goats are growing slowly) male Chongming white goats. As shown in Fig 3C, the expression of chi-miR-99b-3p and chi-miR-224-3p in heart and kidney tissues was significantly higher (P < 0.05) in 7-month old goats compared with those in liver and spleen tissues, whereas chi-miR-99b-3p and chi-miR-224-3p were expressed at high levels (P < 0.05) in the skeletal muscles of 7-month old goats. However, chi-miR-199a-5p was specifically expressed in the liver tissues of 7-month old goats. The expression of five miRNAs (chi-miR-99b-3p, chi-miR-224-3p, chi-miR-10b-5p, chi-miR-143-5p, and chi-199a-5p) was significantly decreased (P < 0.05) in the skeletal muscles of 24-month old goats compared with that in 7-month old goats, whereas the expression of chi-miR-99b-3p, chi-miR-143-5p, and chi-199a-5p in spleen tissues and the expression of chi-miR-224-3p in heart tissues was significantly increased (P < 0.01) in 24-month old goats (Fig 3D) . In addition, the expression of chi-miR-99b-3p, chi-miR-224-3p, and chi-199a-5p in kidney tissues and the expression of chi-miR-99b-3p and chi-199a-5p were significantly decreased (P <0.05) in liver tissues of 24-month old goats (Fig 3D) . 
Discussion
The present study analyzed the mRNA and miRNA transcriptome of early weaning goats together with miRNA target predictions to elucidate the expression dynamics of mRNA and miRNA and the interplay between genes and miRNAs under weaning stress. A total of 18 miRNAs and 373 genes were significantly altered in the blood of goats in response to weaning stress, and most of the altered miRNAs were downregulated. Among DEGs, 107 overlapped Altered expression of miRNAs and mRNAs in early weaned goats genes were potential targets of the altered miRNAs. In the next step, a global interaction network was constructed by combining differentially expressed miRNAs and mRNAs. Some of the downregulated miRNAs (miR-206, miR-133a/b, and miR-10b-5p) were included in the altered miRNA lists reported by Tao et al. in weaned piglets [12] ; however, the expression results reported in that study are the opposite from our results. Although the reasons are unknown, the discrepancy may due to species specific responses and species sensitivity to stress.
In the present study, miRNAs related to cell proliferation (chi-miR-99b-3p, chi-miR-224, chi-miR-143-5p, and chi-miR-10b-5p) and muscle development (chi-miR-206 and chi-miR133a/b) were significantly altered in post-weaning goats. This result may provide important information regarding weaning stress-induced damage in animals. The miR-206 and miR133a/b, which are members of the miR-1 family, are specifically expressed in vertebrate skeletal muscle and play important regulatory roles in skeletal muscle cell proliferation and differentiation, suggesting their potential as biomarkers and therapeutic targets in skeletal muscle diseases [28, 29] . Local injection of miR-1, miR-133, and miR-206 promotes muscle regeneration in a rat skeletal muscle injury model [30] . Furthermore, a mutation in the 3'-UTR of the myostatin gene in Texel sheep is responsible for the muscular hypertrophy phenotype of Texel sheep by creating a target site for miR-206 and miR-1, indicating the regulatory of miR-206 in muscle development in sheep [21] . In the present study, we confirmed that chi-miR-206 and chi-miR-133a/b were highly expressed in the skeletal muscles of 7-month old goats (when the goats are growing rapidly, S3 Fig) . The downregulation of chi-miR-206 and chi-miR-133a/b may indicate depressed muscle development function in weaned goats.
Other downregulated miRNAs (chi-miR-99b-3p, chi-miR-224, chi-miR-143-5p, chi-miR10b-5p, and chi-miR-199a-5p) are involved in cell proliferation, apoptosis, and differentiation. For example, low levels of miR-99b-5p and miR-203a-3p are observed in gastric cancer, and upregulation of miR-99b-5p/203a-3p inhibits cell proliferation and cell cycle progression in gastric cancer [31] . Overexpression of miR-99b-3p inhibits cell proliferation in oral squamous cell carcinoma [32] . However, conflicting results are reported in normal mouse mammary gland cells, as miR-99a and miR-99b overexpression promotes cell proliferation, migration, and fibronectin expression by negatively regulating the expression of E-cadherin [23] . Taken together, the results described above indicated that miR-99b has distinct functions in different cell types.
The miR-224 upregulation promotes cell proliferation and invasion in some types of cancer cells, including non-small cell lung cancer [33] and colorectal cancer [34] . In smooth muscle cells, miR-10b is upregulated in vascular smooth muscle cells isolated from atherosclerotic patients and promotes cell proliferation by regulating the Akt pathway [25] . The miR-143 and miR-145 are involved in the modulation of smooth muscle cell development, and the miR-143/145 cluster promotes cell proliferation and migration in pulmonary arterial smooth muscle cells [35] , whereas it represses the same functions in vascular smooth muscle cells to reverse cell proliferation in intracranial aneurysms [36] . The miR-143 regulates skeletal muscle differentiation, and overexpression of miR-143-3p increases, whereas inhibition of miR-143-3p decreases muscle fiber differentiation in porcine skeletal muscle satellite cells (MSCs) [37] . High levels of miR-143 are associated with the bovine MSCs differentiation process [38] . The miR-143 upregulation inhibits MSC proliferation and differentiation, whereas miR-143 downregulation inhibits cell proliferation and promotes differentiation by regulating insulin like growth factor binding protein 5 [38] . In the current study, chi-miR-99b-3p, chi-miR-224, chimiR-143-5p, and chi-miR-10b-5p were significantly downregulated in goats in response to weaning stress, suggesting that cell proliferation activity was suppressed in post-weaning goats. Furthermore, assessment of the expression profiles of these downregulated miRNAs in 7-month old Chongming white goats showed that chi-miR-99b-3p, chi-miR-224, chi-miR-143-5p, and chi-miR-10b-5p were highly expressed in muscle tissues (heart, kidney, or skeletal muscle), suggesting that these miRNAs play important roles in goat muscle development. The findings that muscle development-related miRNAs (chi-miR-206 and chi-miR-133a/b) and the potential muscle development-associated miRNAs (chi-miR-99b-3p, chi-miR-224, chimiR-143-5p, and chi-miR-10b-5p) were all significantly downregulated in early weaning goats provided important information for weaning induced growth inhibition in domestic animals. Notably, the functions of most changed miRNAs are rarely studied in animals. The above speculation is mainly based on the reports of human, and further researches are needed to study the specific functions of these miRNAs in goats.
KEGG pathway analysis of the DEGs was performed to evaluate the functional changes in goats in response to weaning stress. The results showed that the downregulated genes were mainly enriched in salivary secretion and bile secretion, which belong to the digestive system pathway. Repression of this pathway in weaning goats indicated that the digestive system of the lamb was impaired after weaning. In the current study, vascular smooth muscle contraction and the calcium signaling pathway, which are involved in bone formation and muscle development, were suppressed by reduced gene expression in response to weaning stress. Furthermore, the downregulation of gene expression associated with vascular smooth muscle contraction was consistent with the downregulation of chi-miR-143/145, suggesting the potential role of chi-miR-143/145 in the regulation of vascular smooth muscle development in weaning goats. A total of 107 overlapped genes were identified by comparative analysis between the putative targets of the changed miRNAs and the DEGs. Some of these were negative correlated with the altered miRNAs, such as ASB14 (putative target of chi-miR-133a-3p and chi-miR133b), TMPRSS2, MMP2, and SLFN11 (putative targets of chi-miR-143-5p), and this was confirmed by RT-qPCR. The results suggested that these genes were potential targets of the miRNAs, although further experiments are needed to confirm these findings. In a recent study, altered expression of ASB14 was observed in ischemic cardiomyopathy heart failure. Biological process functional analysis indicated that ASB14 may be associated with heart failure through the regulation of protein ubiquitination, which requires experimental validation [39] . TMPRSS2 functions in prostate carcinogenesis [40] and contributes to the spread of several viruses [41] . High levels of MMP-2 are associated with tumor progression, including cancer cell proliferation, invasion, metastasis, and progression [42, 43] . In addition, the SLFN family is involved in development, immune responses, and cell proliferation [44] . High levels of SLFN11 sensitize cancer cells to DNA damaging agents by suppressing checkpoint maintenance and homologous recombination repair [45] . Taken together with previous findings, the present results showing miRNA alterations and the upregulation of the potential targets suggested their involvement in cell proliferation and differentiation, as the DEGs were mostly enriched in cellular processes, developmental processes, and growth.
In the present study, to gain insight into the functional changes in goats in response to weaning stress, we focused on miRNAs and mRNA profiles in the whole blood of post-weaning goats by deep sequencing. We found that the genes regulated by altered miRNAs were mostly involved in cell proliferation and differentiation, which provided useful knowledge on miRNA regulatory mechanisms in post-weaning goats. The skeletal muscle developmentrelated miRNAs (chi-miR-206 and chi-miR-133a/b) were significantly downregulated in postweaning goats, and these findings provided important information regarding weaning stressinduced growth retardation in livestock. Most of the cell proliferation-associated miRNAs, such as chi-miR-99b-3p, chi-miR-224, chi-miR-143-5p, and chi-miR-10b-5p, were also downregulated in goats in response to weaning stress, suggesting that post-weaning repressed cell proliferation in goats. These downregulated miRNAs were highly expressed in the muscle tissues of goats during the rapid growth period, and this provided new insight into the mechanism of muscle development of goats, although further details remain to be elucidated in the future. The significantly changed miRNAs can be used as potential biomarkers to assess the severity of weaning stress in the goat production. Then the goat production mode can be improved correspondingly by reducing the weaning stress via feed additive supplementation or management improvement. . #Serum samples were isolated, and antioxidant index, including superoxide dismutase (SOD) and reduced glutathione (GSH) were analyzed according to the protocol provided by the manufacturer (Nanjing Jiancheng Bioengineering Institute, Nanjing, China). Triglyceride (TG), albumin (ALB), and cholesterol (T-CHO) concentrations were determined on the automatic biochemical analyzer (AU5800, Beckman, MN, USA).
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